Abstract: This paper proposes a modified model based on the PROSPECT-5 model to simulate the spectral reflectance of copper-stressed leaves. Compared with PROSPECT-5, the modified model adds the copper content of leaves as one of input variables, and the specific absorption coefficient related to copper (K cu ) was estimated and fixed in the modified model. The specific absorption coefficients of other biochemical components (chlorophyll, carotenoid, water, dry matter) were the same as those in PROSPECT-5. Firstly, based on PROSPECT-5, we estimated the leaf structure parameters (N), using biochemical contents (chlorophyll, carotenoid, water, and dry matter) and the spectra of all the copper-stressed leaves (samples). Secondly, the specific absorption coefficient related to copper (K cu ) was estimated by fitting the simulated spectra to the measured spectra using 22 samples. Thirdly, other samples were used to verify the effectiveness of the modified model. The spectra with the new model are closer to the measured spectra when compared to that with PROSPECT-5. Moreover, for all the datasets used for validation and calibration, the root mean square errors (RMSEs) from the new model are less than that from PROSPECT-5. The differences between simulated reflectance and measured reflectance at key wavelengths with the new model are nearer to zero than those with the PROSPECT-5 model. This study demonstrated that the modified model could get more accurate spectral reflectance from copper-stressed leaves when compared with PROSPECT-5, and would provide theoretical support for monitoring the vegetation stressed by copper using remote sensing.
Introduction
Remote sensing provides a rapid and large-scale tool for geobotanical prospecting [1] [2] [3] and environmental monitoring [4] . For the vegetation on copper deposits or the area polluted by industrial activities related to copper, excessive copper elements would be absorbed by root systems, and then stress the growth of plants and change the spectral reflectance of leaves. In addition, spectral reflectance is the vital foundation of vegetation remote sensing. Hence, the reflectance of leaves on copper-stressed vegetation is crucial for prospecting copper deposit and monitoring copper-pollution. Currently, most studies on remote sensing of vegetation stressed by heavy metal or other stress factors focus on the change of reflectance and vegetation indices using empirical statistical methods; many statistical models have been proposed, but little research has focused on the physical model [4] [5] [6] [7] [8] [9] [10] . However, for many users, statistical models cannot meet the requirement for understanding the action mechanism of copper (Cu) stress on leaf reflectance. Moreover, many parameters in statistical models are sensitive to the case study and have no physical meaning. Hence, a model that can accurately simulate the spectral reflectance of copper-stressed leaves should be developed, which would compensate for some of the deficiencies of statistical models.
The PROSPECT leaf optical properties model has been an important and most popular physical model to simulate leaf directional hemispherical reflectance and transmittance from 400 to 2500 nm [11, 12] . Here we review the evolution over time of PROSPECT in order to illustrate the novelty of our study. To explain the interaction of isotropic light with a compact leaf, a theoretical model called "Plate Model" was proposed, which regards a compact leaf as an absorbing plate [13] . Plate Model was later generalized to the non-compact leaf [14] . Based on the generalized Plate Model, the PROSPECT model was proposed to simulate the spectral reflectance and transmittance of a leaf [11] . In this initial version, the reflectance and transmittance were calculated by the refractive index (n), a parameter describing the leaf structure (N), pigment concentration (C ab ), equivalent water thickness (C w ), and the corresponding specific absorption coefficients (K ab and K w ), where n, K ab and K w , have been fitted by data with varying plant types and status. After this version, the content (C m ) and corresponding specific absorption coefficient (K m ) of the dry matter that influences the absorption features in shortwave infrared (SWIR), including cellulose, lignin, protein, hemicellulose, starch, and sugar, were introduced into the PROSPECT model [15] [16] [17] [18] [19] . The spectral resolution was improved from 5 nm to 1 nm in an unreleased version [20, 21] , and the model was modified to account for surface directional reflectance of a leaf [21, 22] . In 2008, the PROSPECT model was further calibrated and two new versions (PROSPECT-4 and PROSPECT-5) were proposed [21] . The difference between PROSPECT-4 and PROSPECT-5 is that PROSPECT-5 separates total carotenoids from total pigments. In recent years, PROSPECT-5 has been popularly used in the remote sensing of vegetation instead of other versions.
However, the PROSPECT versions above were developed for healthy leaves. For copper-stressed leaves, excessive copper would change the spectral reflectance of leaves. Hence, to simulate the reflectance of copper-stressed leaves, the copper content and the specific absorption coefficient related to copper was added into the PROSPECT model [23] . Zhu et al. [23] initiated research on the physical reflectance model of copper-stressed leaves. However, in [23] , there are still some problems needing to be addressed, whereas subsequent studies were not found in public literatures. These problems are shown as follows. (1) The structure parameter N of copper-treated leaf is determined using the reflectance at 800-1200 nm, and the absorption of copper ion was ignored in this wavelength range in the [23] . However, according to the theory of electron transition and experimental observation [24] , there is a significant absorption of copper ion at 700-900 nm. (2) Carotenoid content has been treated as an input variable in the popular PROSPECT-5 model and has important influence on the reflectance of leaves. However, the carotenoid content and its specific absorption coefficient were ignored in the model developed in [23] . ( 3) The absorption characteristics of biochemical components (water, chlorophyll, dry matter, pigment) are inherent and should be remained unchanged in the advanced model for copper-stressed leaves.
Hence, based on above problems, the study on the reflectance model of copper-stressed leaves should be continued. In other words, the specific absorption coefficient related to copper needs to be improved, and a more accurate model for simulating the reflectance of copper-stressed leaf should be developed. Based on this motivation, we estimated the specific absorption coefficient related to copper and added it into the popular PROSPECT-5 model, and then developed a modified model to simulate the reflectance of copper-stressed leaf. The proposed model considers the carotenoid content, copper content and corresponding specific absorption coefficients. In addition, it avoids the coupling influence on the reflectance from structure parameter N and the absorption of copper ions.
Datasets
In this study, wheat (Triticum aestivum L., cultivar: "Xinchun-17") and pak choi (Brassica chinensis L., cultivar: "Shanghaiqing") were treated by copper with different levels using control experiments. Soil was collected from a vegetable garden without any contamination. Seeds were planted in the soil mixed with copper sulfate (CuSO 4 ) solutions in impermeable plastic pots (Figure 1 ). The copper contents in soil were controlled as 0, 25, 50, 100, 200, 400, 800, 1600, 3200, and 4800 mg/kg, respectively. The pot distribution of wheat and experimental scene of some samples are shown in Figure 1 , and the pot distribution of pak choi is same as that of wheat. Therefore, the total number of pots is 60. For the group with 0 mg/kg copper content, the plants were regarded as healthy vegetation. Thus, the data from this group was not used for the calibration of the reflectance model for copper-stressed vegetation. This group was only used as a reference for observing the growth of copper-stressed vegetation. There are same characteristics (except copper content) of the experimental soil with different Cu levels, including nitrogen (N) content, phosphorus (P) content, potassium (K) content, water content, particle size, pH, and so forth. There are three pots for each copper-stress level experiment (three parallel experiments) to reduce accidental errors ( Figure 1 ).
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In this study, wheat (Triticum aestivum L., cultivar: "Xinchun-17") and pak choi (Brassica chinensis L., cultivar: "Shanghaiqing") were treated by copper with different levels using control experiments. Soil was collected from a vegetable garden without any contamination. Seeds were planted in the soil mixed with copper sulfate (CuSO4) solutions in impermeable plastic pots (Figure 1 ). The copper contents in soil were controlled as 0, 25, 50, 100, 200, 400, 800, 1600, 3200, and 4800 mg/kg, respectively. The pot distribution of wheat and experimental scene of some samples are shown in Figure 1 , and the pot distribution of pak choi is same as that of wheat. Therefore, the total number of pots is 60. For the group with 0 mg/kg copper content, the plants were regarded as healthy vegetation. Thus, the data from this group was not used for the calibration of the reflectance model for copperstressed vegetation. This group was only used as a reference for observing the growth of copperstressed vegetation. There are same characteristics (except copper content) of the experimental soil with different Cu levels, including nitrogen (N) content, phosphorus (P) content, potassium (K) content, water content, particle size, pH, and so forth. There are three pots for each copper-stress level experiment (three parallel experiments) to reduce accidental errors ( The spectral reflectance of leaves was measured by ASD (Analytical Spectral Devices) FieldSpec FR spectroradiometer (Boulder, CO, USA) with an Li-1800 integrating sphere (Li-Cor, Lincoln, NE, USA). The inside of the sphere is covered with BaSO4. The diameter of sample port of the integrating sphere is about 14 mm, which could be covered by the measured leaves. The standard white reference was measured (the fiber faced the sample port) before each measurement of a sample (the fiber faced the reference). The light source is a halogen lamp. Due to the data quality from 1650 to 2500 nm from the integrating sphere, auxiliary spectra were also measured with a leaf clip, and these spectra from 1650 to 2500 nm were linearly scaled to replace the corresponding data from the integrating sphere. The spectral reflectance of leaves was measured by ASD (Analytical Spectral Devices) FieldSpec FR spectroradiometer (Boulder, CO, USA) with an Li-1800 integrating sphere (Li-Cor, Lincoln, NE, USA). The inside of the sphere is covered with BaSO 4 . The diameter of sample port of the integrating sphere is about 14 mm, which could be covered by the measured leaves. The standard white reference was measured (the fiber faced the sample port) before each measurement of a sample (the fiber faced the reference). The light source is a halogen lamp. Due to the data quality from 1650 to 2500 nm from the integrating sphere, auxiliary spectra were also measured with a leaf clip, and these spectra from 1650 to 2500 nm were linearly scaled to replace the corresponding data from the integrating sphere.
In future studies, other integrating spheres with better data (e.g., RT-060-SF, Labsphere, NH, USA) are recommended to readers. The wavelength range of final measured spectra was from 350 to 2500 nm, and the spectral resolution was 1 nm, which is the same as that of the PROSPECT-5 model.
After the reflectance measurement in the laboratory, the leaves were immediately processed to measure biochemical components. Thus, the changing of biochemical components with different hours in a day almost has no impact in this study. The content (per surface area unit) of every biochemical component (i.e., chlorophyll, carotenoid, water, dry matter, and copper) in the leaves was measured using corresponding chemical methods. In detail, for each measurement, the leaf was sampled using a puncher with a hole of a known area. For the chlorophyll and carotenoid of a sample, the sample was triturated and then 80% acetone was used for extracting the chlorophyll and carotenoid. The absorbance of the solution was measured by a spectrophotometer at 470 nm, 646 nm, and 663 nm [23, 25] . The concentration (mg/L) of chlorophyll and carotenoid was calculated based on the quantitative relationship between absorbance and pigment concentration (Lambert-Beer Law) [23, 25] . According to the volume of the solution and the surface area of sample, the content (per surface area unit) of chlorophyll and carotenoid in a sample can be determined. For the measurement of copper content, the leaf sample was digested in concentrated nitric acid and perchloric acid. The solution was filtered, and the copper concentration was determined by atomic absorption spectrophotometry [23, 26] . For the measurement of water content and dry matter content, the leaves were continuously heated at 105 • C for 30 min to kill the leaves to cease the metabolism and avoid some matter decomposition in the next step. The leaves were dried at 70 • C to get a constant weight, and then the leaves were weighed to determine the content of water and dry matter. Hence, for each sample, data on the content (per surface area unit) of copper, chlorophyll, carotenoid, water, and dry matter were collected as well as the corresponding spectral reflectance.
In addition, the images of internal structure of leaves with different stress levels were acquired by scanning electron microscopy (SEM). The samples were processed by freeze fracture technique and immediately put into the 2% glutaraldehyde solution (solvent: 0.1 mol/L potassium phosphate buffer, pH = 7.2). All the samples were preserved at constant 4 • C and observed with SEM [23] . The SEM used in this study was KYKY-EM 3200 with a resolution better than 6 nm.
In this study, the leaves were collected at different growth stages of the two vegetation (wheat: elongation stage, heading stage; pak choi: six leaves period, eight leaves period). The leaves sampled were the visually representative leaves in the plant. With the exception of the normal leaves (stress level = 0 mg/kg) and outliers, 33 groups of datasets of copper-stressed leaves were finally used for this study. The 33 groups of datasets of copper-stressed leaves were randomly divided into two parts (22 groups and 11 groups). Twenty-two groups of datasets were used to develop the new model, and the remaining 11 groups were used to perform validation of the new model.
In addition, this study also used a public dataset named LOPEX93 [27] for the comparison with the data of copper-stressed leaves on the leaf structure parameters. The LOPEX93 dataset includes the biochemical components and spectra of a variety of plants and has been widely used in the remote sensing of vegetation. In this study, the LOPEX93 dataset was downloaded from the website in [28] .
Methods
In the PROSPECT model, a leaf is assumed to be composed of N homogeneous compact layers of biochemical components separated by (N − 1) layers of air. N described the overall characteristics of the leaf structure and varies with different leaves. In the PROSPECT-5 version, the following parameters have been estimated and fixed in the model, and these parameters do not vary with different leaves: the angle of incidence of incoming radiation (α), refractive index (n(λ)), specific absorption coefficient of each biochemical components (K ab (λ), K car (λ), K w (λ), and K m (λ) represent the specific absorption coefficient of chlorophyll, carotenoid, water, and dry matter, respectively); n(λ), K ab (λ), K car (λ), K w (λ), and K m (λ) are the functions of wavelength λ. Since above parameters were fixed, the simulations for the spectral reflectance of different leaves depend on the absorption coefficient of a compact layer (K(λ)).
The calculation method of K(λ) is given by Equation (1) in PROSPECT-5 [21] .
where C ab , C car , C w , C m are the contents of chlorophyll, carotenoid, water (equivalent water thickness), and dry matter in leaf, respectively. Hence, to simulate the spectral reflectance of different leaves, following parameters which varies with different leaves are the five input variables of PROSPECT-5: N, C ab , C car , C w , C m . In other words, the PROSPECT-5 considers the absorption of four biochemical components: chlorophyll; carotenoid; water, and; dry matter. However, several studies have indicated that heavy metal stress would damage the leaf structure, leading to a disorderly cell arrangement (e.g., [23, 29] ). Moreover, the copper content in copper-stressed leaf could be approximately 100 times more than that in normal leaf, so the absorption related to copper should not be ignored in the new model. Hence, we further analyzed the leaf structure parameter (N) and the specific absorption coefficient related to copper. Thus, α, n(λ), K ab (λ), K car (λ), K w (λ), and K m (λ), which were analyzed and determined in PROSPECT-5 [21] , were used in the new model with no change, because there are no existing studies or theories that link these parameters to copper stress.
The flowchart of the method used in this study is shown in Figure 2 . (1) The leaf structure parameters of all the 33 samples were estimated by fitting the simulated spectra to the measured spectra in 400-510 nm using PROSPECT-5. The detailed method for calculating N could be found in Section 3.1; (2) 22 samples were used to estimate the specific absorption coefficient related to copper. The leaf structure parameter N and the specific absorption coefficient related to copper were determined independently in this study; (3) Other samples were used for the validation of the modified model. This procedure is explained in detail in Sections 3.1-3.3.
The modified model considers the absorption related to copper and adds the content of copper (C cu ) as an input variable when compared with PROSPECT-5. The input variables of both the modified model and the PROSPECT-5 model could be read from Table 1 . In fact, only the content of copper (C cu ) was added to the modified model when it is compared with PROSPECT-5 ( Table 1) .
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where Cab, Ccar, Cw, Cm are the contents of chlorophyll, carotenoid, water (equivalent water thickness), and dry matter in leaf, respectively. Hence, to simulate the spectral reflectance of different leaves, following parameters which varies with different leaves are the five input variables of PROSPECT-5: N, Cab, Ccar, Cw, Cm. In other words, the PROSPECT-5 considers the absorption of four biochemical components: chlorophyll; carotenoid; water, and; dry matter.
However, several studies have indicated that heavy metal stress would damage the leaf structure, leading to a disorderly cell arrangement (e.g., [23, 29] ). Moreover, the copper content in copper-stressed leaf could be approximately 100 times more than that in normal leaf, so the absorption related to copper should not be ignored in the new model. Hence, we further analyzed the leaf structure parameter (N) and the specific absorption coefficient related to copper. Thus, α, Kw(λ) , and Km(λ), which were analyzed and determined in PROSPECT-5 [21] , were used in the new model with no change, because there are no existing studies or theories that link these parameters to copper stress.
The modified model considers the absorption related to copper and adds the content of copper (Ccu) as an input variable when compared with PROSPECT-5. The input variables of both the modified model and the PROSPECT-5 model could be read from Table 1 . In fact, only the content of copper (Ccu) was added to the modified model when it is compared with PROSPECT-5 ( Table 1) . As previously mentioned, excessive copper in a plant would damage the leaf structure, which would result in a disorderly cell arrangement ( [23, 29] ). To further illustrate the change of internal structure of copper-stressed leaves, some SEM images of leaves with different levels of copper stress are shown in Figure 3 . It is clearly observed that more disordered internal structure was present in higher-stressed leaves, including atrophic mesophyll cells, disintegrating vascular bundle, and disorderly cell arrangement.
The PROSPECT model regards the leaf as N homogeneous compact layers of plates separated by (N−1) layers of air. The leaf structure parameter (N) describes the leaf mesophyll structure and increases with a more disorderly cell arrangement. The value of N should be estimated accurately when the PROSPECT model is used for simulating the spectral reflectance of leaf.
The influence from the absorption by regular biochemical components at 800-1300 nm is the minimum in the whole wavelength. Moreover, the specific absorption coefficients of regular biochemical components is unknown and also needed to be estimated in the previous calibration on PROSPECT for healthy leaves ( [21, 23] ). Hence, in previous studies on PROSPECT, the range of 800-1300 nm was selected for estimating N to avoid the influence from the absorption by regular biochemical components ( [21, 23] ).
However, in this study, the specific absorption coefficients of above biochemical components in PROSPECT-5 remained unchanged in the modified model and did not need to be recalculated. So the influence from the absorption by regular biochemical components did not need to be considered. For estimating N in this study, the real influence may come from the absorption related to copper and the specific absorption coefficient related to copper was not yet determined. Hence, a wavelength range where the absorption of copper is at minimum should be selected to determine N of copper-stressed leaves to avoid the coupling influence. The absorption spectra of aqueous copper sulfate solutions were measured in [24] , and the results demonstrated that the absorption of copper sulfate solutions almost equals zero in the range from 400 to 510 nm. As the wavelength λ ranges from 400 to 2500 nm in Equation (1), the reflectance in the whole wavelength would vary with different N. To verify this point and observe the detailed influence from N on the reflectance at 400-510 nm, the contents of biochemical components were fixed, and a series of reflectance spectra were generated with varying N. Figure 4 shows that changing N would cause the changes of reflectance in the whole wavelength range (400 to 2500 nm), including 400-510 nm. Therefore, we selected 400-510 nm, not 800-1300 nm, to estimate N.
In this study, we estimated the N of j-th leaf (N j ) by minimizing the merit function given by Equation (2) from 400 to 510 nm. In detail, for a leaf, the method is to find the minimum J (N j ) and the corresponding N when N ranges from 1 to 7 with step = 0.01.
where R mes,j and R sim,j are the j-th measured reflectance and corresponding modeled reflectance at the wavelength λ 1 and λ 2 , respectively. The wavelengths λ 1 and λ 2 were where the measured reflectance reached maximum and minimum, respectively. The leaf structure parameter N varies with different leaves and is a necessary input variable for both PROSPECT-5 and the modified model (Table 1) . In this study, the leaf structure parameters N of 22 samples need to be estimated and then need to be used in the PROSPECT-5 model to calculate the specific absorption coefficient related to copper. The leaf structure parameters N of 11 samples for validation also need to be estimated to simulate the spectral reflectance of copper-stressed leaves using the modified model. Hence, the leaf structure parameters of all the samples need to be estimated. According to Equation (2), the calculation for N in a sample is independent and has nothing to do with other samples. Therefore, in this study, the leaf structure parameters N were estimated sample by sample, and the N of all the 33 copper-stressed samples were estimated. 
Determination of Specific Absorption Coefficient Related to Copper
Copper content in a healthy leaf is normally 5 to 30 mg/kg [4] . However, as previously mentioned, the copper content in a copper-stressed leaf would be approximately 100 times more than that in a normal leaf, which has been verified by the measured results from several previous studies (e.g., [4, 6] ). Hence, the absorption related to copper should be considered, and thus the calculation method of K(λ) was modified as Equation (3).
where Kcu and Ccu are the specific absorption coefficient related to copper and the copper content in leaf, respectively. Knew(λ) is the absorption coefficient in the new model.
The estimating method of Kcu in this study was similar with the methods for estimating specific absorption coefficients of other biochemical components in [21, 23] . At each wavelength, we minimized the merit function given by Equation (4).
where Rmes,j(λ) and Rsim,j(Kcu(λ), λ) are the j-th measured reflectance and corresponding modeled reflectance at the wavelength λ. Num is the number of samples for estimating Kcu. In this study, Num = 22. An illustration on the modification strategy in this study should be presented here. The reflectance from 400 to 510 nm is controlled mainly by chlorophyll and carotenoids. Copper almost has no direct contribution to the reflectance from 400 to 510 nm. Although the copper-induced physiological implications (change of pigments) could affect the reflectance from 400 to 510 nm, this effectiveness should not be considered when the two pigments were measured correctly. Hence, the leaf structure parameter N was determined in the wavelengths from 400 to 510 nm since parameters of chlorophyll and carotenoids are known. In addition, the leaf structure parameter N and Kcu can be determined independently since N can be estimated by using reflectance spectra over the spectral range with no copper-related absorption. 
where K cu and C cu are the specific absorption coefficient related to copper and the copper content in leaf, respectively. K new (λ) is the absorption coefficient in the new model. The estimating method of K cu in this study was similar with the methods for estimating specific absorption coefficients of other biochemical components in [21, 23] . At each wavelength, we minimized the merit function given by Equation (4).
where R mes,j (λ) and R sim,j (K cu (λ), λ) are the j-th measured reflectance and corresponding modeled reflectance at the wavelength λ. Num is the number of samples for estimating K cu . In this study, Num = 22. An illustration on the modification strategy in this study should be presented here. The reflectance from 400 to 510 nm is controlled mainly by chlorophyll and carotenoids. Copper almost has no direct contribution to the reflectance from 400 to 510 nm. Although the copper-induced physiological implications (change of pigments) could affect the reflectance from 400 to 510 nm, this effectiveness should not be considered when the two pigments were measured correctly. Hence, the leaf structure parameter N was determined in the wavelengths from 400 to 510 nm since parameters of chlorophyll and carotenoids are known. In addition, the leaf structure parameter N and K cu can be determined independently since N can be estimated by using reflectance spectra over the spectral range with no copper-related absorption.
Validation of the Modified Model
In this study, 11 groups of datasets on copper-stressed leaves were used for the validation of the new model. The simulated reflectance spectra were generated using PROSPECT-5 and the new model with the estimated N, respectively. The mean (±standard deviation, SD) of the simulated spectra and measured spectra of the 11 samples were calculated for comparison. The simulated spectra and measured spectra of two selected representative samples (No. 5 and No. 7) from 11 samples were also used for comparison. By observing the spectra, the modified model will be better than PROSPECT-5 if the spectra with the modified model is closer to the measured spectra. The differences between simulated reflectance and measured reflectance at seven key wavelengths, including 550 nm, 660 nm, 700 nm, 850 nm, 1400 nm, 1900 nm, and 2200 nm, were calculated. The modified model will be better than PROSPECT-5 if the differences with the modified model are nearer to zero than those with the PROSPECT-5 model. The root mean square error (RMSE) between the simulated spectra and measured spectra were calculated for both calibration and validation samples. The modified model will be better than PROSPECT-5 if the RMSEs with the modified model are less.
Results
The mean, standard deviation (SD), and coefficient of variation (CV) of datasets for calibration and validation were calculated ( Table 2 ). Coefficient of variation characterizes the inter-difference degree in a dataset. In this study, all the coefficient of variations are significant high and the CVs with copper are the highest. Table 2 demonstrates that there are significant differences in leaf Cu and in other biochemical components for both calibration and validation datasets. In this study, the leaf structure parameters N were estimated sample by sample, and the results of estimating N of all the 33 copper-stressed samples are presented here (Figure 5a ). In addition, we randomly selected 33 groups of leaf structure parameters of normal leaves from the LOPEX93 dataset [27] , which is also shown in Figure 5a . The box-and-whisker plots of the N of copper-stressed leaves and normal leaves are shown in Figure 5b . Figure 5a ,b show that the leaf structure parameters of copper-stressed leaves are obviously more than those of normal leaves. Moreover, the distributed range of N with copper-stressed leaves is larger. The leaf structure parameters vs. leaf copper content with different symbols for each species were plotted in Figure 5c . The stress datasets were divided into three parts based on stress levels (low, medium, high). The averages of leaf structure parameters were plotted in Figure 5d for different classes and species. Figure 5c,d show that the leaf structure parameters tend to increase with stress levels.
The estimated specific absorption coefficient related to copper (K cu ) is shown in Figure 6 . Following characteristics could be read from Figure 6 : K cu is near zero from 400 to 510 nm. High values of K cu are presented at 590-710 nm with a valley near 680 nm, respectively. In addition, there are three major peaks near 1400 nm, 1900 nm, and 2400 nm, respectively. The mean (±standard deviation, SD) of simulated spectra and measured spectra of the 11 samples is shown in Figure 7a . The simulated spectra and measured spectra of two selected representative samples (No. 5 and No. 7) from 11 samples are shown in Figure 7b ,c. Samples of No. 5 and No. 7 are from wheat and pak choi, respectively. Figure 7 shows that, in the whole range of wavelength, the values of spectral reflectance with PROSPECT-5 are larger than the measured values, while the spectral reflectance with the new model is closer to the measured spectra. The 11 groups of RMSEs between the simulated spectra (PROSPECT-5 and the new model) and measured spectra are shown in Table 3 . We also calculated the RMSE of each model for the calibration datasets (Table 4) . For all the datasets used for validation and calibration, the RMSEs from the new model are less than that from PROSPECT-5.
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The mean (±standard deviation, SD) of simulated spectra and measured spectra of the 11 samples is shown in Figure 7a . The simulated spectra and measured spectra of two selected representative samples (No. 5 and No. 7) from 11 samples are shown in Figure 7b ,c. Samples of No. 5 and No. 7 are from wheat and pak choi, respectively. Figure 7 shows that, in the whole range of wavelength, the values of spectral reflectance with PROSPECT-5 are larger than the measured values, while the spectral reflectance with the new model is closer to the measured spectra. The 11 groups of RMSEs between the simulated spectra (PROSPECT-5 and the new model) and measured spectra are shown in Table 3 . We also calculated the RMSE of each model for the calibration datasets (Table 4) . For all the datasets used for validation and calibration, the RMSEs from the new model are less than that from PROSPECT-5. To further illustrate the effectiveness of the new model, the reflectance values at several key wavelengths were selected for comparison where the reflectance curve of vegetation shows peaks, valleys, or obvious high values, including 550 nm, 660 nm, 700 nm, 850 nm, 1400 nm, 1900 nm, and 2200 nm. We calculated the differences between simulated reflectance and measured reflectance at these seven key wavelengths, and plotted these differences vs. wavelength and 11 samples, including wheat and pak choi (samples 1-6: wheat; samples 7-11: pak choi) (Figure 8 ). Figure 8 shows that the differences with the modified model are nearer to zero than those with the PROSPECT-5 model. To further illustrate the effectiveness of the new model, the reflectance values at several key wavelengths were selected for comparison where the reflectance curve of vegetation shows peaks, valleys, or obvious high values, including 550 nm, 660 nm, 700 nm, 850 nm, 1400 nm, 1900 nm, and 2200 nm. We calculated the differences between simulated reflectance and measured reflectance at these seven key wavelengths, and plotted these differences vs. wavelength and 11 samples, including wheat and pak choi (samples 1-6: wheat; samples 7-11: pak choi) (Figure 8 ). Figure 8 shows that the differences with the modified model are nearer to zero than those with the PROSPECT-5 model. 
Discussion
This paper advances the PROSPECT-5 model to simulate the reflectance of copper-stressed leaves and get accepted results of validation. There are some results needing further explanation and discussion.
The leaf structure parameters of copper-stressed leaves were estimated in the range from 400 to 510 nm, not from 800 to 1300 nm. Due to the low absorption of copper ion in this range, the estimation of the leaf structure parameters in this study avoided the influence from copper. The results of leaf structure parameters of copper-stressed leaves show three characteristics ( Figure 5 ): they are generally larger than those of normal leaves; the distributed range is also larger; the leaf structure 
The leaf structure parameters of copper-stressed leaves were estimated in the range from 400 to 510 nm, not from 800 to 1300 nm. Due to the low absorption of copper ion in this range, the estimation of the leaf structure parameters in this study avoided the influence from copper. The results of leaf structure parameters of copper-stressed leaves show three characteristics ( Figure 5 ): they are generally larger than those of normal leaves; the distributed range is also larger; the leaf structure parameters tend to increase with stress levels. The most probable reason is that the structures of copper-stressed leaves were damaged due to excessive copper, and the cells were more disorderly with a higher level copper stress. This reason was also partially demonstrated by the SEM images (Figure 3 ). In addition, for estimating N in this study, we assumed the influence may come from the absorption related to copper, so we used a wavelength range where the absorption of copper ion is near zero, yet it might be that copper has other influences that we do not know about. Due to the indirect influence on reflectance from copper stress by changing the leaf structure, it is a good idea to establish a statistical relationship between N and copper content of a particular vegetation in the future. As there is a little information on the leaf structure parameter N considering monocotyledon and dicotyledon plants discrimination [11, [15] [16] [17] [18] [19] [20] [21] , this point may also deserve to be investigated in detail for copper-stressed vegetation in the future.
The simulated spectra from PROSPECT-5 are obviously higher than the measured spectra for copper-stressed leaves, while the simulated results from the new model are much nearer to the measured results (Figures 7 and 8) . As previously mentioned, the copper content in normal leaf is relatively low (5 mg/kg to 30 mg/kg), but it is able to exceed 1300 mg/kg in a copper-stressed leaf. For normal leaves, the absorption by copper could be ignored and satisfying results could be acquired by PROSPECT-5. For copper-stressed leaves, excessive copper should be considered, and thus better results were acquired by the new model (Figures 7 and 8 ; Tables 3 and 4) . Specifically, PROSPECT-5 was designed for healthy leaves, so it ignores the energy absorbed by copper-related matter, which leads to higher simulated reflectance for copper-stressed leaves. This is the reason why the simulated spectra from the modified model are much nearer to the measurements and the RMSEs with the modified model are less.
For the specific absorption coefficient related to copper (K cu ), Figure 6 suggests that it almost equals zero in the wavelength range of 400-510 nm, which is different from the results in [23] . However, the absorption spectra of aqueous copper sulfate solutions measured strictly in the laboratory [24] , is consistent with the results in our study at 400-510 nm, which indicates that our results are more reasonable than that in [23] .
The high values of K cu at 590-710 nm, near 1400 nm, 1900 nm and 2400 nm, agree with the results in [23, 30] well. For the explanation on the apparent characteristics near 1400 nm and 1900 nm, Zhu et al. [23] simply pointed that the coordinate bonds with hydroxide contribute to the observed features near 1400 nm and 1900 nm. Here, we try to give a more detailed explanation on all the observed features at 590-710 nm, 1400 nm, 1900 nm and 2400 nm. For copper-stressed vegetation, excessive copper in the soil was easily absorbed by plants via Cu 2+ and Cu(OH) + . In leaves, the Cu 2+ and Cu(OH) + were transferred into chelate and fixed in organelle to hinder copper from diffusing and to protect other tissues in the plant [30, 31] . According to the spectral theory, reflectance at 400-1300 nm is controlled by the electron transition of metal ions, while reflectance at 1300-2500 nm is determined by anionic group (e.g., hydroxyl, carbonate, sulfate) [32, 33] . In this study, the high values of K cu at 590-710 nm are similar with the absorption of copper sulfate and copper chloride [23, 30] , and the high values near 1400 nm and 1900 nm are similar with the absorption of water [22] . Hence, it can be inferred that Cu 2+ contributes to the absorption at 590-710 nm, and hydroxyl contributes to the absorption near 1400 nm and 1900 nm. Sulfate ion shows absorption at 2400 nm [34] . The vegetation in this study was treated by copper sulfate (CuSO 4 ), so it was inferred that sulfate ions contributed to the high values of K cu near 2400 nm. In addition, it appeared that the valley near 680 nm of K cu could be observed. Vegetation stress always induces the enhancement of chlorophyll fluorescence [35] [36] [37] . According to the shape of chlorophyll fluorescence [35, 38] , it can be inferred that a high chlorophyll fluorescence (red fluorescence, RF) is also present near 680 nm. Thus, idealized K cu needed to be reduced to enlarge the simulated reflectance to meet the enhancement from chlorophyll fluorescence. Therefore, RF is a very possible factor that makes contributions to this valley. Chlorophyll fluorescence also possesses high values called blue green fluorescence (BGF), ranging from approximately 350 nm to 520 nm [35, 38] , so some measured spectra are higher than simulated spectra generated by both PROSPECT-5 and the modified model in the visible range (Figure 7) . In other words, this problem was also present in PROSPECT-5. K cu is near zero in this wavelength range (Figure 6 ), so the enhancement on measured reflectance from BGF cannot be meted by reducing K cu . Hence, chlorophyll fluorescence should be removed from the measured reflectance in the future to improve the ability to predict the spectra in the visible range. In total, K cu reflects the overall influence from copper ion and its chelate, and other factors induced by copper, so we tentatively termed K cu "specific absorption coefficient related to copper", not "specific absorption coefficient of copper ion". Moreover, copper stress impacts the leaf structure parameter N and we also changed the wavelength range for estimating N due to the copper presence. Hence, the modified model considers the physiological reaction of the leaf to copper presence, not just adding copper to the leaf spectra. In the future, what biochemical components that make contribution to the specific absorption coefficient related to copper (K cu ) and the mechanism of these absorptions should be further investigated and clarified. In addition, based the work in this paper, estimating the copper content in leaves and classifying the vegetation with different copper contamination using remote sensing could also be the basis of a good future study.
In terms of other advantages, this study would help the research on remote sensing of stressed vegetation. For example, similar changes in reflectance and vegetation indices may be resulted from copper stress as well as other stress [39] [40] [41] , but this study provided some physical foundations to distinguish copper stress from other stress.
In this study, the soil before treatments was collected from vegetable garden without any contamination. In general, the copper content in this kind of soil is <2 mg/kg [42, 43] . The increments of copper content in the soil after treatments are 25, 50, 100, . . . , 4800 mg/kg. Hence, the copper content in the soil at a minimum stress level exceeds that in the normal soil by 10 times. The initial copper content in soil almost has no impact. In fact, the use of the numbers, including 25, 50, 100, . . . , 4800, are simply labels to distinguish the different stress levels. In general, the vegetation can be regarded as copper-stressed vegetation if the growth and biochemical components are obviously influenced when excessive copper is present in the soil, water and the atmosphere [4, 44, 45] . Kabata-Pendias et al. [44] indicated that vegetation activities would be stressed when the copper content in soil amounted to two to 10 times that in normal soil. Hence, the vegetation could be called copper-stressed vegetation in this paper.
Compared with normal leaves, copper-stressed leaves have been verified that the leaf structure is disrupted and copper content significantly increases [4, 45] . The data in this study also illustrates these facts to some degree. Moreover, the simulated reflectance generated by the measured contents of biochemical components (the measurements are regarded as correct) and the standard PROSPECT-5 model was away from the measured reflectance. Based on above facts, we set two hypothesis: (1) the disruption of leaf structure resulted in the increase of N; (2) the increase of copper content resulted in more absorption of energy. Thus, the modification strategy is estimating N in the wavelength range where copper absorption is near to zero, and estimating the specific absorption coefficient related to copper using correct N. This modification strategy is regarded as reasonable. In this sense, this approach also has some physical basis. In the future, others may propose more reasonable approaches to get similar output reflectance. However, the mentioned two hypothesis have not been absolutely verified since Figure 5c is not a good proof and it shows that the approach is not statistically robust. K cu reflects the overall effects from copper stress, not only the absorption of copper ions. Moreover, the tolerance to copper stress varies with different vegetation. From this point of view, the approach in this study is empirical, and not a true physical modification approach. As previously mentioned, other modification approaches may provide the same total output reflectance with that in this study.
For example, if the contents of biochemical components were measured incorrectly, the obtained results in this study, in terms of the accuracy, may be obtained using standard PROSPECT-5 model by changing the N value and the effective content of water in the leaf, and maybe of pigments as well.
There is a difference between this study and the studies on remote sensing of normal vegetation. The samples with copper-stressed vegetation are much more difficult to acquire due to experimental complexity. Therefore, the number of samples in many studies related to copper-stressed vegetation is similar to this study (e.g., [46, 47] ). Even so, we have also realized that more datasets should be used to improve the specific absorption coefficient related to copper (K cu ) to further advance the new model. Both the modified model and PROSPECT-5 are based on the leaf scale. LAI (Leaf Area Index) and view and illumination geometry are usually in canopy models, which were not considered in this study. The application of the modified model on remote sensing image needs the coupling with reflectance models at the canopy scale, for example, the SAIL model. The coupling with canopy reflectance model could provide an effective and rapid way for monitoring copper-stressed vegetation on a large scale using remote sensing image, which is also the basis for good future work.
Conclusions
This study developed a new model for copper-stress leaves based on PROSPECT-5, and validations were conducted. In this study, the reflectance at 400-510 nm was used to estimate leaf structure parameters (N) of copper-stress leaves. The absorption related to copper was considered, and the specific absorption coefficient related to copper (K cu ) was estimated. The new model includes six inputs: leaf structure parameters (N); chlorophyll content; carotenoid content; equivalent water thickness; dry matter content, and; copper content. Factors that influence the reflectance of copper-stressed leaves are considered as much as possible. The new model shows better performance than PROSPECT-5 on copper-stressed leaves. Hence, this study solved some problems left by previous studies and developed a better model for simulating the copper-stressed leaves, and provides theoretical support for the research on copper-stressed vegetation using remote sensing. Moreover, it has potential significance for prospecting copper deposit and monitoring environmental pollution caused by copper. However, due to the difficulties on the acquirement of datasets of copper-stressed vegetation, more samples should be acquired and used to improve the specific absorption coefficient related to copper (K cu ) and the accuracy of new model in the future.
